
REMARKS 



Specification 

Page 46 of the specification was amended to include the appropriate SEQ ID NOs, in 
compliance with 37 C.F.R § 1.821-1.825. Specifically, (SEQ ID No:8) was added after (5 1 - 
AGAGTTTGATCCTGGCTCAG-3 '); (SEQ ID No:9) was added after (5'- 
GGTTACCTTGTTACGACT-3'); (SEQ ID No: 10) was added after (5'- 
GTGCCAGCMGCCGCGG-3'); (SEQ ID No:l 1) was added after (5'- 
GWATTACCGCGGCKGCTG-3'); (SEQ ID No: 12) was added after (5'- 
CCGTCAATTCMTTTRAGTTT-3'); and (SEQ ID No: 13) was added after (5'- 
AAACT YAAAKGAATTG ACGG-3 ') . 

A copy of the marked up original page 46 is attached as Appendix A. 

No new matter has been added by way of these amendments to the specification. 

SEQUENCE LISTING 

Pursuant to the Notification To Comply With Requirements For Patent Applications 
Containing Nucleotide Sequence And/Or Amino Acid Sequence Disclosures and in compliance 
with 37 C.F.R § 1.821-1.825, Applicant herewith submit a Sequence Listing in written form 
and computer readable form (3.5 inch disk). 

The Sequence Listing has been amended to include sequences of the primers disclosed 
at page 46 of the specification and a description of the mandatory data elements for "n" used in 
sequence of SEQ ID NO: 1 . 

The amended Sequence Listing also includes a description of an unknown organism for 
sequences of SEQ ID NOs: 1 -7. Support for this amendment may be found in the specification 
at page 3, lines 10-12 through page 4, lines 1-4. 
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The written and computer readable forms of the Sequence Listing are the same and 
neither form contains new subject matter. The Sequence Listing has been prepared in the 
Patentln Ver.2.0 format and checked with Checker Version 3.0 Program. No error has been 
found. 

If there are any questions or comments regarding this Response or application, the 
Examiner is encouraged to contact the undersigned attorney as indicated below. 
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Date: August 9, 2001 




Michael S. Greeimefa/ 
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Reactions were overlaid with sterile mineral oil and carried out in a thermocycler (Perkin-Elmer 
DNA Thermal Cycler 480). Thermocycling parameters employed after at 96°C, denaturation for 10 
min were 28 cycles of 1 min at 94°C, 1 min at an annealing temperature, and 2 min at 72°C. A 
further extension step involving 1 min at 48°C and 5 min at 72°C was also employed. The primers 
used were 27f (5'-AGAGTTTGATCCTGGCTCAG-3 ') ( SEP ID No: 8) and 1492r (5'- 
GGTT ACCTTGTT ACG ACT-3 ') ( SEP ID No:9 ^ (Lane 1991). In some cases GeneReleaser 
(Bioventures Inc., Tennessee, USA) was used according to the manufacturer's instructions in the 
reactions outlined above. PCR products were purified using a QIAquick PCR purification kit 
(QIAGEN, Victoria Australia) according to the manufacturer's instructions. 
Sequencing of 16S rDNA 

All 16S rDNA samples were initially partially sequenced using the universal 16S rRNA 
primer, 530f (5'-GTGCCAGCMGCCGCGG-3') ( SEP ID No: 10 ^1 and an ABI Big Dye Terminator 
Cycle Sequencing Ready Reaction Mix kit (Victoria, Australia). Selected 16S rDNA were 
subsequently fully sequenced on both strands using the following primers: 519r (5*- 
GWATTACCGCGGCKGCTG-3') ( SEP ID No:ll V 27f, 907r (S'-CCGTCAATTCMTTTRAGTTT- 
3') (SEQ ID No: 12), 926f (5'-AAACTYAAAKGAATTGACGG-3') ( SEP ID No: 13 V and 1492r 
(Lane, 1991). 

Approximately 100 ng of purified PCR product and 25 ng of primer were used in the 
sequencing reactions. Thermal cycling was carried out in an MJ Research PTC- 100 thermocycler 
with an initial denaturation step of 96°C for 2 min, following by 25 cycles of 50°C for 15s, 60°C for 4 
mm, and 96°C for 30s. The resulting cycle sequencing products were purified using the ethanol plus 
sodium acetate method (ABI, Australia). Purified sequencing products were submitted to the. 
Australian Genome Research Facility for analysis on an Applied Biosystems 377 automated 
sequencer. 

Phylogenetic analysis 

Phylogenetic analysis of 16S rDNA f s was carried out according to Dojka et al. (1998). 
Briefly, sequences were aligned and complied in SeqEd (Applied Biosystems Australia). Compiled 
sequences were compared with those on publicly available databases by use of the BLAST (Basic 
Alignment Search Tool) (Altschul et al. 1990) to determine approximate phylogenetic affiliations. 
Compiled sequences were then aligned using the ARB software package (Strunk et al unpublished) 
and refined manually. Phylogenetic trees based on comparative analysis of the 16S rRNA genes 
were construction by performing evolution distance analyses on these alignments using the 
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